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imm&i mmm 

9-mm*m vmrnm^mm^ix \mmm%.ummn nm^m^mn^ & & 

RNAS«^«T|B&2*«DNAS:^U R N A jK V * U-XIZ <fc o TitfS2# 
^*S2^JXttlufiB#^Sie^J{Cffi«^^gB3?rj^ e> & § R N A£^jgft&£j$ 
U MIZ, KRNA«^ftSr«a[i:LTf!fffi2*iRDNA€:fe«'rixS^& 

[flt##2] RNA3KiJoll/-^tLt77-^SP60RNA^<J^l/-^ 

^7;^>H'j>®) ©»«ig©jt^s*co. 5*fi. o~i. 5*fi. oomm 

[ff^U] RNA3j<'J^l/-^i:bt77-^T7©RNA3Ky^l/-x5: 
Mvx, 4 J >lfc&ftF8fttf 1 . 0mM~2. 7 mMCDgg^ &3 j: 3 IC 

zsFEivym (TrJisyEivym. *ys»=y>K, */^*;>Hy>»2fctJt 

^7;$/>S'J>i) ®^a^®it^^0. 3*fl. 0 — 0. 7*fl. 0(Dm& 

^-7°5^Y-t*S) &«V%, K65RNA^StttRNAf#ftDNA/Jf 

1 ffiffi# 2000-3060316 



m¥ 11-157653 



u-XK&V l*iDNAS4«l, Il*iDNA5:iii:ltDNAft 

lft&gi23W e> ft £ R N A Rlfg& ^ n ^ - # -gB#J 5 2 N A £ 

^-rSZLil, -eUT, i2*!DN A#RN A/KU * U-^^ET^RN Ai& 

[S»#£ 7 ] « ^ 1 JCffl«©«?*X6 fc>f:/*-:*7l/-* -tt«*6fe*T** 
[0 0 0 1] 
[0 0 0 2] 

^J/a> (PCR) Sstffcl&tftv**. 4*3e©DNAK50©W*SB»' 

ic*a*iiftfc >r - ft^ffiH * ^ ^ - * * — ss<*> ^ 9 >r v - £ 

2 ffi§E#2 0 0 0-3 



11-157653 



[0 0 0 3] 

^tSl^l^RNA (^©RNA) ©fi^tbttt, NASBA^ 
3 SR&^W3ie>*lTV^ 0 3<Z>#&&, MlftRNAlC^fLT^D^-^-gB^J 
&«f:/9-fV-fc3£fi^ggfc2fctf U **** l^;n-XH£JB^T> ^D^E-*- 
K#J£*t?2:*$RDNAifc3-jfcU RNAaKy^ l/-^JCJ:y, 4$£&«!£J& 

[0 0 0 4] 

■ w h <fc e> ^ -r s Mi 

-*»C> P.CRTRNAHlitSi^ PCRt.jfceotRNAfe»Si:t 
*«*^EJS&ffVV -ficDNA&MtS, VNt>^SRT-PCR^$:fft> 

[0 0 0 5] 
[0 0 0 6] 

«atlfeRNA«:-^4ffi-*,*»RNA©^*f*ffi-e»*. 
[0 0 0 7] 

*»«#e>tt, RNAsK'J * ^-*&#V*SRNA©*|?tt:rgK:fcV*T, -e© 

3 ffilE# 2000-306031 6 
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, */**?yB>v yWtfc&yyj s/>hu yW) izMX. Miz4 ; tsy^vym ( 

[0 0 0 8] 

, ^ n * - 9 - mm z m u ttr mn^mmmx » m m&fc&mmm n ^mm &m 

^Jfr*>fc£RNA£]&^«g'tg&2;fc^DNA££j&U RN Astfy * U-XIZ J: 
o T fcfSB#£*£MB#fX tt «raB#j£*3£IBWK:ffi»ttfeBB*Jfr A«^ 
«#>&£j*U *RNA««*S:»S!i:LTtfrlB2*iRDNAS:^rt-r 
SXg^e>^SRNAit«gX@lCfcV%T. RNA/Jx'J ^ b-^0lftLT7f 

f 'j >h >j >e i/f i?>H u ify j yy^vymiz 

MX. I TPSr^dnf 5^lftRNA<Z>it(ia#8re&£ 0 
[0 0 0 9] 

7-^SP6©RNA!KU^l/-^?:Mv\ ITP^I^O. 5mM~2m 

vym (7f;^Hij>a, ^j^vH'j>i, i/f i?>Hv>iM^7; 
^>Hu>gg) <Dmmm.<Ditm^o. smi. o~i. 5*n. oo&ffl-e&s 

[0 0 10] 

T-S?T 7©RNAtKU * ITPS^gg^l. 0mM~2. 7 

s*/y=vyW0 ©jfcM^oJWtf o . 3*fi. o~o. 7*fi. ooofgHTfe 
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[0 0 11] 

tt5^7>fV- ^©^^-fV-Ji. 5' $IiCRNA>Ky ;* l/-*0> 

^n j E- ; ?-i!?!l$:ttS^n : E-^-^7>f7-T^S) SrMW tl&RNA 
5:iMilLTRNAft#ftDNA}JfU^l/-X{CJ;>Jl*iDNAS:4^L, ^ 
l#^DNA£#£^£LTDNA&#1£DNA;Ky * Zl # 

^SB2^JXtt#^*MB^Jlc^|ie5^SB^J^ e> &5 R N A Sris^nrfgfcT/n^ 
-^-|il^5:tt5 2*tDNA^tSIi:, fit, t2*lDNAA?R 
NA/KU * l/-:*##TT?RNAi&^jg#|££/&U ^RNA«s^M^^§f^^ 
^ttfffiRNA^t#f£DNA7Ki;^ l^-^CiS l^iDNA^C^Mil&S* 

[0 0 12] 
[0 0 1 3] 

jtfSmiZ. RNA/K'J^l/-X^DNA^Si:bTRNA?:^tSS(C, 
I T P £. RN A^fcj^c^^^fpJJi^S il V^^I^cSS - ^ < ^CT^^o 

[0 0 14] 

-«A«JKT (A) ~ (I) 0|til:ffifb, iiRN A*&ti£.^m 

i*zftb*-mK&M*&Mmz£ymn?zz£tf*iffi-e2bz> c (a) ~ a 

[0 0 15] 

(A) B^gal^RNA«^I(^)#^ig*SB^^(3D3 , M^BI^Jlcffilflftfclg^JS; 

5 ajfE4$2 0 0 0 - 3 0 6 0 3 1 6 
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m-t %>% i (o i u □r^ ? k> 

(B) RNA^fDNA/jf'J^l/-X, 

(C) ft^^'J^^Uti/KHWi 

(D) l/X-XH^7ttt^0DRNA^?S'(4S:^'r^^^ 

(E) 5' 3tmmfr*>miZ (1) DNAtftRNA/K'J^l^-^O^n^- 
#-K#K (2) m7U*:-*-03i>/\>V-mPmZ$ (3) f&SJl#«RN 

(F) DNAft#fiDNAiKy^l/-X, 

(G) DNAt#ffiRNA3K'J^l/-^, 

(H) U/K^^ 1^$/ FHU >^ (TtV i/>SU 9'JS?>H';>8, 

(I) ITP 0 
[0 0 16] 

titM^H _tffi«H (A) j&^m (E) <D. ^lOT2©l*i 

^-y F<DMfr&t>l*:$:m^Z>&>ftl^ £AT<D&,m (J) ( 

K) ©|g 1 f£ 2 <D 1 y :Js*l/;r^K©IB*^*y££ffiVAT%>J:V\, 

[0 0 17] 

(J) 5' JfilSlVtfrbmK. (1) DNAt#tRNA^'J^l/-7©yn ; E- 
*-SWK (2) m-7U^-$-<D3L>/\2sV-mPJ%.T$ (3) ^iftRNAEp© 

#3£«3SB!?o© 3 • mjummmK.tttim&mm&m'r&m i © i y =f * * 

(K) «»RNAtfi©#Jfefci£ffi#r©5' Hf*«IBWilH-<iD«[3SK^JS:«^- 

2 © i y ^ * * i^a-^ k. 

[0018] 

±»JCfeV^T4tfe«ISK^fi:tt, Jl8B (A) (E) OllMi2©l 

J 51^1/*^ K&ftfflU 5' (E) <Dm2<Di*m*v 

ris* l/a-^Kfcjfci** (3) ©K#re*&* »j. s* 5M8# (a) ©f§i©i# 

fc*y rfs* i/*^ K «ttRNA»f»K:#:e£-r*$6gBi 

6 ffiH# 2000-3060316 
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#[sp#t?&£o ££±!h (j) jkx$ (k) (D / mi%.tf j m2<Di*m*v35L>;\/ 

*^KS:ftfflU'fe»^tCti, 5' (K) CDfl 2 CD 1 U :J* * 1/*^ 

Ftm— temweftit. »K 3' Jt&Bifi (J) ^lCDi^^-Un^^U^K 
tc£tf£ (3) (Dmmzffiffim&mF}'t:mt>Z>. ^ll$RNAtflC##f S&SBB 

So 

[0019] 

f^ll (A) fcfc, #5&&g@B#fC0 3 ' 5jC«JCffi«»3QiB!J»JS^-r«i6l(Z>l*«[ ' . 
*y=T^^l/^KTffe<&- KIOm«ttRNAK:ffiS*££U tfe^-rsSt^ ( 
B) (C) <D&&TT*. RNAft#ttDNAjK'J ;* l/-^{C±S*ttRNA 

cDNA^J*#fr;fo*l&IBHC, gcDNA05' flf£*gtc4#£&££ 
BH*J«D 3 ' "T S <fc -5 ic -T 3 «>© * CO t* $>2> B 

[0 0 2 0] 

t£M (B) ttRNA|fe#ttDNAsKy* U-^$>V, (C) «^<Dg® 

il^S-^^-^r^U Jff* * L/^-i/ F^U >Wre&>Z> 0 #M (A) ~ (C) OD^#T 
1?, @fi5RNAifi©#^SSe^J©3* ^MHWft&fflai&S' 3S$gHc#oc 
DN A^f&StlS,, ^©cDNAtt, ^St^pfcRNAL DNA-RNA 

[0 0 2 1] 

t$IH (D) 14. ±IHDNA-RNA2*licf©RNA$:fBit SfSttfc^tt-.S 

*^*l*38»lKW3l«i, DNA-RNA2*itfiORNAMt5M£tb 
[0 0 2 2] 

fS^ (E) fcfc, 5' m%$Wfrt>miZ (1) DNAft#tRNA3K'J^b-XO 

^□^-^-se^j, (2) mzfu=e-$-<D3Lyj\>v-m&m& (3) 

7 ffi|E#2 0 0 0-3 0 6 0 3 1 6 
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KT*&5o $£2<D*Vzl?.? U*?- RCfcV>T, (3) G>B&\t&M (A) ~ ( 

D) #&#-T&r£T*1^$*l5cDNA©3' ^SgKUB^-rs. totltl ( 
C) £ (F) (D^#lC«fc»J, m2<D*V U** KCD3* 5fc3g;fr *>gt c D N 
A££SM£l/T, *fe^(CicDNA03' *$gj&» £>M^ 2 <D* U 2 ? V* 

So 

[0 0 2 3] 

ttS6'(F) ttDNA«SE#ttDNA3KU^V-^-e*>-&. AMVjfi«R^*3RJC^ 
^atlSaeiKWJRKia:, DN Aft#ttDNA^'J ^ l/-^?Stt&tt« : bO^ 

[0 0 24] 

(G) tt, DNAfe#ftRNA^U^V-^»j, (H) £ ( I ) 

E) (F) ®^#JCj:y-&J*a*lS2*«DNAtt, DNAft#ttRNA^ 

y ;* i/-*©:/n ; e-*-«#&5fcSBtc^'r<&. d<z>fc«>. ft|£ (G) (h 

■fifctfBM&Sti*. rrr% «&3*cp«y, 8ft3£ (I) ifclc J: y.fKR 

NA©^j«*«:fftI|ft&fcJi?*^S£fc#T*g* D (G) lCfctt.£>DNAflc# 

ftRN A/KU ;* I/-**: LTWu ^ffcftlcMAtfT 7 RNAjK^I/-^T 
3 RNAjjf'J^U-X, SP6 RNA3Ky^I/-^?:M^tSril^T*§ 

-So 

[0 0 2 5] 

ft$ (G) - (I) ©*#JCJ:y^Stl* l*«RNAtt!|f)eaiiJ!I*6 
^5RNAT'355 (— »I TPJCtttfcStlTV**) 0 fl£ 0 T. 3 ft 

(A) ~ (F) t^tsz: fcicfcy, ±&Lf=.-&<DRfo1)mVMl'3i 
V2>Z.££te2> 0 Zl©<fc^tC, *^WT*tt^*lC#^E^^^*O^RNA 
£ %» t C L T !tffBtf>fc!£ ^ n =E - # M^c £ o 2 ^ D N A #iiri££ ft, 

;ift##Jti&MB#Ifr£&£ l*iRNA©Mlt«:5. Smztifc 1#^R 

8 fIJSE#2 0 0 0 - 3 0 6 0 3 1 6 
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[0 0 2 6] 

*^ioM^Stt, Mx.«BrflB©<fce)^RNAOJt(rgxmicJ3VAT. ^ ( 
[0 0 2 7] 

[0 0 2 8] 

6~1 0 03l^l/^K, 55JC#*b<ttl 0~3 0 51^ l/*^Kfc^*i 
MffiT&<5. £fc> DN Am&\&&&%ti'fc.ftfem&mWfr*>&& l*iRNA 

[0 0 2 9] 

# i/ s/ a y *m\-ft* ^mm<om^ u > * - b t d n a h z 

v*. #Ki||**tc«|B«S:*^SziWIBttj6)i!-fb**^e>aiRStiS U 

9 m$E# 2000-3060316 
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MCDUM^ vb (C6-Thiolmodifier, C 1 o n t e c 

[0 0 3 0] 

[0 0 3 1] 

«»l£^&iaWLfcv*Ry4$c«mfi*fcv*.' 

[0 0 3 2] 

^D^-^-|e^S:ft5 2MDNA5:iSi:l,TMI (G) ~ (I) icj: 

y#j»3*is i *mRN Amtmmmzmta* tit, $ti£ cd _lih 

«»RNA*-S't?i: : ?«Sti*»fi-K:,'^«:<fc=bS*li.(A) ~ (I) iiiifcic 

■rS. ii-e, M$tlfcl*lRNAi:^i (L) 0^3 ©a-y if*-* L/>T^ 

a) ~ (o &&Tv<DDNA&mKi$v&mmtLxmm+&z£.itfim*>ir>t: 

fcofc„ BP^^T'li, #f^<Z>^#3KJgtC;J3V^RNAfr£>© c DN A<£j£ 
, 2*iDNA0^«, 2*«DNAj^&©RNA^«kv^— 3tCD3K'«t««, ft 

3©a-y =f^ ^ i/tf K«#Tt4c, rn AftmmzitMisX&ytmm&mM 

[0 0 3 3] 

«|f$!T% ±KttSi (A) W (E) JCft*.TttSK (J) JkX$ (K) ifcffiv** 

1 0 2000-3060316 
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<DT*2btl&. mmUm (L) iZ^X&LT<D (M) fcMV^Zl^lCj:*;, 
[0 0 3 4] 

(m) -mm*** Atp<Dttfc&mmmtzm-&mm*mis* mmmummmmm 

3 <D 1 y If 5? # Kc 

[0 0 3 5] 

3$H (J) tt, 5' {Bff*3g*^JlEtC (1) DNAf#fiRNA3KiJ^l/-70 
^□^-#-^#1. (2) ^n^-#-©zc>/\>^-gg#f;&tf (3) ffflBl 
*§RN A*tf>^fMSl#I<Z> 3 ' M*3g@H^JlcWffifi9^gH^J$:Wrs^ 1 © 1 

*«^-u=fji^i/*^K-e*«. (3) <D&fr\zmj£i&mmn$*<D 3 \ 

.U 8*& (A) S:Mv\fc»^i:B«K:, f*I£ (B) (C 
) *S<fctf (D) ©#^T-e> ®«FRNA{C^e9^c DNA^MStlS. Ml 

(k) mc DNA<D&fem.mm&itp<D5' m^mzmmmmFizm-tz 1* 

fc>f-y l/;*^ K-e$>^) 0 (K) tt, DN A©#^JSS@B^JtfiO 

5' M^lcffiffiW^fcbfc^ M^S (C) (F) ©&#fc«fc»), 

jC*2*«DNAtt,' ttJI (G) ~ (H) <Z)^#{C<fcy, ^t&SIB^UCffilf ffr 
^2 0 1*iRNA;i)^|lS o Miznm (I) &^#S-&SZli:lCj:y, 

m i *m r n a ©-^m* ttfisjgifticif* -r & . 

[0 0 3 6] 

3!IC, I^2©RNA03' flftittttittliE (K) i: IBM (B) ~ 
(D) ©MTT% Il2©RNA©f 2©cDNA^$tlS 0 112 0c 
DNAtt«S|- (J) © (3) &&£ffl6t&&V. MM (C) fccfctffSlg (F) iZ 
<fcy^n^-^-BB^JS:^-r^2^DNA^^$tl, MIS (G) - (I) 
ICJ; 2©RNA^$ti5„ ^£*lJM#5£&MB3^Cffi#l$fc^ 2^ 

ORNAtt, §Tfcfc2;fc^DNA©-&-^i;&>K »J L£ 



1 1 
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[0 0 3 7] 

fe**C«aStlfc»3©l*ia*ydr3K^l/*^FT*«»l6 (M) 
[0 0 3 8] 

*«»WtcfeW*»3fc«-^©»)itt. «F*L<tt«IS6 (A) ~ (I) fe«fctf« 

ai (l) (m) ©ssana**^ x«, $;BD&ffi&i$ia&itt&#te>& 

^WlCffp. ft&ftlg (L) XttftH (M) ®^3©DNAtt, UiRNACD 

SIX*«3t©#ti#jM)tl*K:fe»S«RNACD#«*€:Sl«'rsfc«>, 1*<RR 
NA©i»»^** : ?-€:««pe9K:jiJW'r*r4:Ai«nriBT**. iflff5te#»5£ 

[0 0 3 9] 

^*«*ra^*WRNA&^*&vxttJ»Ki:^»C^©Ke>tiS«p|SI€:^, -)£ 

[0 0 4 0] 
[004 1] 

mmmi 

*W*fiWWiK:«W« I TP*JD («FiRftO. 1 mM~2. OmM) ©MS: 

12 J{}E#2 0 0 0-3 0 6 0 3 1 6 
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[0 0 4 2] 

(1) thCMIf^^-f^RNAOMtfl 13~2 6 7 (MWb. Pr 
oc. Natl. Sci. , USA, 1 9 9 0^, 87, 9524—9528) 
^pRNA^tU 2 6 0nm©MMKi: < j:'Jgm RNA« ( 
1 0 mM Tris-HCl (p H 8. 0), 0. 1 mM EDTA, 0.5 
U/ml RNase Inhibitor) ^IVMO 6 , 10 4 nbf— /4 ^ 1 
t^i^Kbt 3>hn-«g (Nega) tctt, ifffaRNA^fm 

[0 0 4 3] 

(2) «T©iffiM^I15. 2aU0. 5ml§PCRfflfa-^(G 
ene Amp Thin-Walled Reaction Tubes, A 
-^■ynDV^r-m) ICrSmu ^tilcjtiBRN A^4 l &8s;&tm, 
*jjn o o l &fijfbfc„ 

[0 044] 

5 9. 2mM Tris-81Bi*(pH8.-l) 

13. 2 mM 

12 3. 7mM mWtfiV V A 
15. 8% VAtf 
19. 7 mM D T T 

#1. OmMffidATP, dCTP, dGTP, dTTP 
#2. 0 mM© A T P, CTP, GTP, UTP 

(0. 2mM, 1. 0 mM, 2. 0 mM, 3. 0 mM, 4. 0 mM) 

©I TP 

0. 4 ittM(Z>!!l '<D*V rf** Vit^- K (Ig#[#-5i 1 ) 

0. 4 AtM©S P 6zfU^-$-m&}*m-?Z>%Z2<D7tV 3*? UtT?- K (ffl- 
#[##2„ SB^Jtf 1 © r ATTTAGGTGACACTATAj MttSP6^n 
t-Zmn-Vfo*). $.t=. TGAATACAAj aS^l±3i>/N>-9--iBMt?feS. 
) 

1 3 mH# 2000-3060316 
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0. 0 4 9 *iM(D'(>2-j]ls-#-&myb&m (01) T*mm2ft&m3<D 
tfU rf*? P:*^ F (IB^J##3 0 mn*P<D TCTCGCj £ rGGGGGCT 

ittfV ^-;l/m"e^t(P$t^Tv^s 0 YO-2 7 l tfi&"3"<5 0 ) 

3. 9% DM SO 

(3) _fc|B<Z>K/S?££. 5 0TC-e5^ra#a#, J^TCD^CO^^l 0. 8 
fi 1 $r$&&nL£:o 

[0 0 4 5] 

8 3. 3mM Tris-iH^tl (pH8. 1) 
1 8. 5mM itV^i/^A 
17 4. 1 mM m&Zl U ^2* 

22. 2% y;i/tr h-;t> 

niZL-^yh SP6 RNAstfy*!/-* ' (^S3t (I*) 3B). 

(4 ) p c R^^-7zummfe^ffiteUMmmttmybfrybytmm*: 

5 0X:iZ^ULX. 1^4 9 0 11111, M55 10nmT% PCR 
[0 0 4 6] 

0 6 nfcT-/3 0 /tt 1 , ITP^i^^O. lmM~l. OmM), 03 (RNA 
t>^iI10 4 3tf-/3 0/tU ITPjj^iifitl. OmM— 2. OmM) 
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[0 04 7] 

Z.tl*><DZ. RNAjKU* l/-XtlTS P 6 RNAtKU ;* X/-^ 

m^t=.m&. 0. 5mM~2mM©I TP?:M/S^WlC^i0-r-5ri:{Cj:oT# 

femm<Dmm&mzmmmzfa±^&z£tfB-£ftfr B tt^ (Nega) 

[0 0 4 8] 

I TP** (imgO. 5mM~3. OmM)ffl« 

[0 0 4 9] 

(1) IttlHthCSM^^^RNA^RNA^ilb, 2 6Onm0 

RNAtKMdOmM Tris-HCl (pH 
8. 0) , 0. 1 mM EDTA, 0 . 5 U / ft 1 RNase Inhibit 
or) SrMVM 0 6 HfcT-/4 # 1 H&2> ^o^Wiht=. 0 3>hn-^ig ( 
Nega) ICH Mi©*l:fflv>fe„ 
[0 0 5 0] 

( 2 ) &>T <DMf&<DRl&m 2 1 . O/el&'O. 5ml^PCRfflf a-/ (G 
ene Amp Thi n— Wa lied' Reaction Tubes, /t 
-3f>x;i/V-$g) JC^HiU 3tllC±gBRNA^2. 5 # 1 

[0 0 5 1] 

4 7. 6 mM T r i s -&BfcKttffl£ ( p H 8 . 5 ) 
17. 1 mM tfrffcV^*$/5rA 
18 5. 7mM ^fc^U^A 
1. 4 mM DTT 

#0. 7mM©dATP, dCTP, dGTP, dTTP 
#5. 4 mM© A TP, CTP, GTP, UTP 

1 5 ailE# 2000-3060 316 
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0. 7. 1. 4. 2. 1, 2. 9, 3. 6, 3. 9&£V>&4. 3 mM© I T 

P 

1. 1 dM(D^l <D*V ny.*; u*^ F (SB^J##4) 

1. 1 tiMOT 7 •7u^-$mFJ*:^i-?Z>f$2<D*V ztyi V Uyf^- K (gg#i# 
-5f5 e gg^Jif 1 © TAATTCTAATACGACTCACTATAj gjS^liT 7 

^o^-^BE^j-e&iK £fc tgggagaj ®fr\-£^y ^yv-mm-z&z* 

) 

0. 0 4 9 ^M©>f (HI) T?t£§8$*lfcfg3© 

>*-y ziyt. 9 X/^=f- K (SB^J#-^6 0 MMtp<D fGTGCCCCCGCGAGAj 

t. rcTGCTAj e>mizjyz-%h>-#-&&yt&mi)mffiztiT&v. $. 

fc^CD3' 3im*?V ^-^T^tftr^tlTV^o J£*^ YO-HC1 bhlgf 

So ) 

2 1. 4% DM SO 

(3) ±m<Dfcmmz> 4 nct-sMm j^t©m^©m^6. 5^ 

1 Sr^JHUfco 

[0 0 5 2] 

3 0. 8mM Tri s-SSIilS$ (pH8. 5) 
7. 8% V/l/lf>-/b 

2 9^-«yh AMVI«9B* «*) St) 

14 2l-9h T7 ' RNAsK';^U-7 («) S) 

3 tig ^itmr^zf^y 

J8W 4 1TCtC#aLT, lM54 9 0nm, SM5 10nmT% PCR 



1 6 
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[0 0 5 3] 

0 6 =r£-/3 0 jti 1, ITP«I0. 5mM~3. OmM) iC^Lfc. 
[0 0 54] 

-^»Jv T7 RNAsK'J* \s-*1tm^tz.mi5. ITP^O. 5mM^in 
Ifci^Ul. 0mM~2. 7mM*iBILfelB-^©**«#)e«H©JiB«r46ti 
f»HI»JC|Rf±^«it*C^Stlfc„ &f£ (Nega) CDlft-^JCtt^gifl! 

©^fltfjl&^TV^ ^3 #j£&3MB^©RNA«:tfeffiLTV>*£*:# ' 

[0 0 5 5] 

-f>*-# l/-*-ttgt3fc&* (01) 3?«»3nfc»3©;ry:J5i#l/3i*^ 
[00 5 6] 

(1) itffBfc hCMJJNfc?-f ;i/*RN A &*?RNA (HCV-RNA) 
J&RNA (WQ-RNA, IB*ff## 7 ) RNAMi(10mM Tris 
-HC1 (pH8. 0) , 0. 1 mM EDTA, 0. 5U/*tl RN a s e 
Inhibitor) &JgV\ 1 0 5 n tT-/4 1 £3:5 <fc bfc 0 n> 
hn-/HM)tg (Nega) Kit. #*HR©*&fl|V*fc 0 

[0 0 5 7] 
WQ-RNA (BBfl) : 

(2) ^T©RNAt>^, -r>^-*i^-^-f£^^ mi) -zmm 

[0 0 5 8] 

RNAt>^ SSfcfelMMKtf-ydrs* W"*-K 

®HCV RNA jgS*y=T5lif l/^K (YO-2 7 1) 
©WQ-RNA f 3t'Jdfj?^l/tf K (YO-271) 
DNega ^3t'J^^ (YO-2 7 1) 

1 7 ffiH# 2000-3 060316 
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®WQ- RN A %AOrV zljLV V*?- K (YO-WT) 
©HCV RNA ^4^-'J^5i^Utf F (YO-WT) 
©Nega ^4*V =f JL$ Is*?- F (YO-WT) 

(3) TOIMJSH 5. 2/* 1£0. 5mlfPCRMfa-y (G 
ene Amp Thin— Walled Reaction Tubes, /I 
-^ysuw-m) IC:*H£U z:tilc_hSBRN A^4 # 1 feflSinlfe, 

t^i/ioomi^ilbfe. 

[0 0 5 9] 

5 9. 2mM Tri s-iiiSI (pH8. 1) 
13. 2mM ftUvni/^A 

123. 7mM mwiiivyj* 

15. 8% y;nf h-;i/ 

19. 7mM DTT 

#1. OmMOdATP, dCTP, dGTP, dTTP 
#2. 0mM©ATP, CTP, GTP, UTP 
2 . 5 mM<D I TP 

0. 4 ftM(D%Z 1 <D* V z3yt.V VUrf- K (@B#I#-if 1 ) 

0. 4 /iMOS P 6^n^-^BB^JS:^-r-S^2©>j-y rf*^ K (BJ#J 

##2) 

0. 04 9 /[l M©^>^-*l/- : 5f-M^i (&1) T*tliSr£*lfcfl3<D 
t'Ji5J^Utf K (YO-2 7 1) xte-f i^-^-tt^ft&ii (mi 

) T^|$£nfc. YO-2 7 1i:ii||*5^4 0t'Jdf55^l/tf F (S2^I## 
8. SB^rjcfior) TGAATGGGATAj £ TG A G T G C A T C C A G T Gj (O 

Jim~l:&ffiZtlT^2> B J^^YO-WTilll^-tS) e 
[0 0 6 0] 

6 0 y h U/K^^l/x-x > H - 
3. 9% DMSO 

1 8 ffiSEft 2000-3060316 
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(4) ±m(DKfam*. 5 0TCT*5^iaf«fi|fe % JKT©««©#3R*1 0. 8 
[0 0 6 1] 

8 3. 3mM Tris-Bii®i(pH8. 1) 
18. 5mM WWC?>f*i/V2± 
17 4. ImM B£g8;*7 U 
22. 2% y;i/tfh-;i/ 

4 2iry h AMVl«?ii (S.S3t (tfc) $g) 

17 1n--/h SP6 RNAsKU* I/-* (STO (UfO Sg) 

MV^ 5 OTCICMLT, IgSEfi4 9 0 nm, Mfi5 1 O nmt% PCR 
[0 0 6 2] 

#<Dif>^;i/©4%T^n-xm^«f©M^^:0 6lC^Lfe„ H5J:y«l«rR 
NAL ■€-<Z>ffl»flSf«;«3fcfe*'e*liLfc* , U rf** K (HCVtYO- 

2 7 1, WQfcYO-WT) &«V*fcl9<0«K S3t*liD^«iBIStlfc 0 H6J:y 
, RNAWft^ftl/TV^^^ 2, 4, 5) fcM#Mft&A> 

[0 0 6 3] 

19 M2 0 0 0-3 0 6 0 3 1 6 



#^2 11 — 15 7653 



[0 0 6 4] 

[0 0 6 5] 

SEQUENCE LISTING 

<110> Tosoh Corporation 

<i2o> mmzn&mmmmm 

<130> PA210-9843 
<160> 10 



<210> 1 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> % 1 <D* V ^5* ? I/**- F 
<400> 1 

gcctttcgcg acccaaca 



2 0 



18 
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<210> 2 
<211> 50 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> % 2 <D* U ZSS V K 
<400> 2 

atttaggtga cactatagaa tacaacctcc cgggagagcc atagtggtct 

<210> 3 
<211> 13 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> f| 3 G>jt V zijt? 1/3"^ K 
<400> 3 

ctcgcggggg ctg 

<210> 4 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> % 1 CD* V 3* ^ l/*^- K 



<400> 4 



cctcccggga gagccatagt ggtc 



24 



<210> 5 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> % 2 <D>t U.=f3* V X/yt^- K 
<400> 5 

aattctaata cgactcacta tagggagagc ctttcgcgac ccaacact 48 

<210> 6 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> m 3 <D?t V JL V F 



<400> 6 



gtgcccccgc gagactgcta 



20 



<210> 7 



<211> 102 



2 2 
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<212> RNA 

<213> Artificial Sequence 
<220> 

<223> fchCSff^^^^RNA 
<400> 7 

gaauacaacc ucccgggaga gccauagugg ucugcgacug ucaucuaucu acacugucca 60 
cuggaugcac ucuaucccau ucaguguugg gucgcgaaag gc 102 

<210> 8 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> m 4 <D7t V UZ. ? U*?- K 
<400> 8 

gaatgggata gagtgcatcc agtg 24 
[HI] . 

mmm 1 ~ 3 x*m v*it 4 > # - # u - # -&$£yt&mxmm $ n u =r 9. * 

[02] 

mMWlVft^>tz.%JMRN A*l 0 6 Hi?-/3 0 fi 1 iCfcVNT, ITP©iK 
IlSrO. 1 mM~ 1 . 0 mM£Vfcffi<D fcfcmm£ 7^7 T*$>2> 

2 3 ffifE4t2 0 0 0 - 3 0 6 0 3 1 6 
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o 

[03] 

HiSMl Vft^>fc%}fflRN A*l 0 4 ntf-/3 O/tl ICfc^T, I T P (DM 
m*l. 0~2. 0mM£l,&m<Dfc1&mffitmftmJnma>tf^'7T'2b2> o Ne 
g a it R N A^Of^t) l J lC#3§m<Z> * £ ffi ^ fc 0 
[04 ] 

HJfe#!l2"e4f ofc|OSBRNA*l 0 6 nfcT-/3 0/tl ICfc^T, I TP (Dig 
M£0. 5mM~3. 0 mM£ I, feffi&fcmmmtlW; ftmMm<D>f^ 7 T*&Z> 0 
Ne g a tliRNA^©f^feU{C^^t©*$:^VAfc-9->^;i/©^tT**>S 0 
[05] 

mffiM3X*fi^f^ 21I0RNAM (HCVtWQ) ©-etL-^tUCffiffllft 
m^fe^T^ifeb^^U rT*? l^?- K (YO-27UYO-WT) 

0 5 Z3tf-/3 0 At 1 -VmffiLtc.0 WfflNe g a £l*RN AffrftCDftfc) U iC# 
ffiWL*m^fr-y-2/Z?fr<DZ: hSr^LT^So #M^^Jfi*-^fc-Br (HCVtYO 
-2 7 1, WQilYO-WT) CD^^^ifin^B^tlfec 
[06] 

•T, Pg^^KT^€>o RNATO^LTVxfct>^ (1/->1, 2, 
4, 5) -l?fcM#JII&&A> K^mS^lfeo l/->7, 8SHCV-RNA (1 
5 5 b p) tWQ-RNA (1 0 2 b p) (Z>m&T*$>Z>a rSH^* V - # - K * 
X 1 74/H a e I I I &dgMLfco 



ffi!E4f 2000-3060316 
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mm 

[Hi] 




0=^ — (CH 2 )2NHCO(CH2)2S(CH 2 )2CH2 

O 

I 



1 
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J 



[0 2] 
3.5 

3.0 

ffcj 2.5 
& 20 

^W' 1.5 
1.0 
0.5 



-^-0.0 mM 
-•-0.1 mM 
-A- 0.5 mM 
-■-1.0 mM 

0 mM(Nega) 




»^X -X XX X 



10 20 30 40 50 60 70 80 90 

Time/min 



[®3] 
3.0 

2.5 



1.0 



0.5 



-O-0.0 mM 
1.0 mM 
-4-1.5 mM 
-»-2.0 mM 
^2.0 mM(Nega) 




X X X X X X X X 



-I L_ 



10 20 30 40 50 60 70 80 90 
Time/min 
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0.5 1 1 1 1 — ■■ 1 1 ' ! 1 ' 

0 10 20 30 40 50 60 70 80 90 

Time/min 

[05] 




0.5 ' ' ' 1 1 4 — : ' : — 1 ' 1 

0 10 20 30 40 50 60 70 80 90 

Time/min 
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#¥l 1 



—15 7 6 5 3 



[0 6] 

12 3 4 5 6 7 8 




1. HCV(YO-271) 2. WQ(YO-271) 

3. Nega(YO-271) 4. WQ(YO-WT) 

5. HCV(YO-WT) 6. Nega(YO-WT) 

7. HCV(155bp) 8. WQ(102bp) 



4 
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, N A # U * V— XtCioTRN A^M^ £ £ I, IRNA KI 2 

*<R.D N A <Z)£IM £ 44R.NA iff(BXS tCfc V % X , . R N A aj* y * -U - * jSt £ 

v ym^MX. >f y = y tic* y taJiS' 
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m m a 



(0 0 0 0 0 3 3 0 0) 
1 - ^S^H H 1 9 90^12^ 2 0 

ft m \hu9ikmi%mmmfi.Bi4 5 6 o#^ 



i 
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